D. buzzatii (A-B)(C-D)(E-F) (C-D) (C-D)(E-F) (AB)(CD)(EF) (AB) (CD) (EF) (AC) (BE) (DF) (AB) (CD) (EF)
. dsRNA detection. RT-PCR (ΨCG4673 exons 2, 3, 7 and Gapdh) was performed using total mRNA from D. buzzatii. D+ samples were previously digested with RNAse, while no RNAse was added in D-samples. To control for genomic contamination RT-PCRs were perform without (RT-) retrotranscriptase.(T) samples were amplified using OligoT primers instead of random primers. N samples were not denatured. Other than bands corresponding to primer dimers, clear amplification bands are only observed in lane 5 (exon 2), lanes 1 and 5 (exons 3 and 7) and lanes 5 and 7 (Gapdh). (Table S5 in additional file 3). In each of these region, the breakpoint was narrowed down to a specific segment with the aid of at least two BES ( The AC and EB breakpoint regions could not be amplified although several attempts using different primers were made. We also attempted to locate in D. buzzatii the D. mojavensis region between A and B containing CG4673 (Figure 2 in main text). We combined primers A and B with primers from B3 and B4 probes but this region could not be amplified.
(v) Sequencing and annotation of the BAC clones containing AC and EB breakpoints.
To isolate and characterize the AC and EB breakpoint regions we sequenced and annotated BAC clones 1N19 and 20O19, respectively (Table S9 in 
7L
GATAGATGGCTGATCAACAC Exon 7 of ΨCG4673
6L
GGTGCATCCTTGGTAGGTAT Exon 6 of CG4673 
8R

GACGACCAGCTATCCCAGTG
H2
GTTCGACACGACCTTCATGT Gapdh *primers from the RLM-RACE kit of Ambion (AM1700). 
